

o 

CO 



I § I § s § 



f 

! 



Figure 2 



8XCRE-!uc Reporter Assay in 293 T Ceils 




pRc-CMV STRL33 • STRL33(L23oK") 
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Whole Cell cAMP Assay in RGT Cells 

i basal 
ITSH 




CMV (w/o TSHR) CMV 



mGluR7 wt 



W590S 



R659H 



Co-Transfection with TSHR(A623I) 



Figure 5 



IP3 Assay (293 Cells) 
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Figure 6 



SRE Reporter Assay 




Figure 7 



cAMP Assay 
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Co-transfection with Gs/Gi Fusion 



Figure 8 
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E2F-Luc activation by GPR35 in 
293A ceils 




CMV GPR35 GPR35(A216K) 



Figure 14 



Figure 15 




Adenylate Cyclase Assay 




CMV(noTSHR) CMV ETBR-LP2 (wt) ETBR-LP2 (N358K) 



Co-Transfection with TSHR(A623I) 



Figure 16 
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Figure 20A 
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ALAASLAVLLAVGLLKV SGGAALGVGPASRNETCL Majority 
^ 20 30 " 40 



_i_ 



M R| BSTwp] V | S L A Vl r] L A V G LLg_Rj V SGjLflJ pJ L | H~^- - - - - - - . , : 

M_RA| PLS^ALl LlAj RMS R[iLj L L L[_L_L_K_V_sJ A S s(a L GvIa Ip A S R N j T r T.I fGER37p 

GESCAPTVIQRRGRDAWGP GNSARDVLRARAETEEOGAAF Majority 
» 60^ 70 

;? I |r|h|r a e.tIqIe o| q s - - hetbrlp2p 

41 iGESCAPTVIQRRORDAWOP G NSAWnVLRAH AH pT flTE Q G~A~A~FI HGPR37p 

LAGPSWDLPAAP GRDPAAGRGAEASAAGPPGPPTRPPGPW Majority 
90 100 110 120 

43 !. ' 1 1- 

„ ( — — ------------------------ Hh'i'HHIiP2p 

81 i^GPSWDL PAAPG RDP AA GRGAEASAAGPPGPPTR P "pTTpg B3PR37p 

RWKGARGTEPSET LGRGHPTALQLFLQISDEEAKGVQGAG Majority 

J30 140 150 160 

?L , - - R S K I R G T E b_^_ 1 - - r i D E E A K GV oi - hftppt .POp 

121 i RWKGARGl QIe P S E T L G R G K P T A L O L F L O fsld E F.R^^^Tg BGPR37p 

I SGRSQEQSVOTVPGAS ALFYRP IHAGGLQGSHHKPLVAT Majority 

180 190 200 

58 , ^ — LQlYjv PljEEWlAj EYP[R P Tj P AlG L Q[pJI^-|k P L V A T 

161 1 1 s g r s o KJlJLyi k|t vpgaTsI d[TFy\ wIpTrrCagI k ! l o g s h h k p T.^ TIt 

ANGLAGDGGWTIALPGSGL ALNGSLGGGIHEPGGPRRGNS Majority 
21° 220 230 240 

86 ,S PNPDK^G^^^pl^L^^j[ljRjGLNjL^A^_- -|pg | ZZ^ HEIKRLF2P 

201 lANG L A G| H E\ Q WT I A L P G | R aIla! o In G S L gI e Ig IHEPGGPRRON j H3PR37p 

TNQRVQLQNPLY PVTESSYGAYAVMLLAVyVFGVGIVGNL Majority 
250 260 270 280 



HEIERLP2p 
H3PR37p 



^-dA 3MIE^ ply pvtess yLsJa y ^_iJm l l aJ lJv v F kb/ g ivg n t 

241 [Tjd R[R^ RUJ K|N^pjFlYP(Lhf^^ 



HETBRLP2p 
H3PR37p 



AVMCIVWHSYYL KSASNSLLASLALWDFLVLFFCLPLVIF Majority 

290 300 310 320 

SjVM C I VWHSYYLKSA|W|N s[l]L A S L A L W DFLVLFFCL plljv I F 

a vm c i vjciij n[y_^ m rLsI l is n s l l aI nIl aIfIw d f i/TT If FCLPLVTF 



HEIBRLP2p 
H3PR37p 



NELTKQRLLGD VSCKAVPFIEVASLGVTTFSLCALGIDRF Majority 

^ 330 340 350 360 

^° LN ELllT K OR L LGDVS ClRlA V P P|M|E v[sjs LGVTTFSLCALGIDRF 
321 h|e^_tk1 k w[l^J e[d| fIs^ck! ilv Phr ii evaslgvtt Fffl r, r AjJckD^Z 
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Figure 20B 



HAATSVLMKVEMIENCSSILAKLAVIWVGA LLLAVPE VVL Bfejority 
1 1 — 1 r 

370 380 390 400 

-± ■ , , i , 1 ,-J , , JL, 
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230 LiilvjA T s]TL[Jp[iLV|RPjl ELRjcLgJS XL A K L A V I W V G|_S_M_TjL A V P e[Tj_IjJ L 

361 r [a a t| nH qHy y IemiencssI tt Iaklaviwvgalll aI T I p E V V L 



B3FR37p 



RQLAQEDAGFSGRGTADSCIIKISASLPDSLYVLALTYDS Majority 
• i i i 

410 420 430 440 



270 W]Q L AO e|p[a| - ^XJLJMLgJT| L IDS C I[mJk[pJs AS L P[ELSL yLsJl[v_mJt y[^n" HEIBRLP2p 
401 IRQ ij S K l E Pi L lG F S G Rl A p[aI ER lc I I KI sI pdIl P dI T i IyVLALTYD Si H3FR37p 

ARLWWYFGCYFCLPILFTVTCSLVTARKVRGA PGRES ACT Jtejority 
1 1 1 r~ 

450 460 470 480 

, , — , 1 L 
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A RNW W YFGCYFCL pTl F TIT C|Q|L V Tl - W Rlv R gIp Ip G Ri KlsiEjcU HEIERLP2p 
ARLWWYFGC YFCL P| t |l F Tl I lT CSLVTAR Kl iIrTkIa! IeIk Ia C t! H3PR37p 



RGSKHEIQLESQLNSTVVGLTVVYGFCILPENVCNIVVAY Majority 
I i i i 

490 500 510 520 
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H3PR37p 



346 IrUIs k he| -JqLcJe s qlnst v vgl t vv y(_a|f c|tLl P ENVCNIVVAY 

478 1r gInIkIr O fl Q L E S Ql MlNrclT V VIaIl tI I l Iy G F C if ll P E n\t \ C N I v[ t1a Y 

LATGVSQQTLDLLGLISQFLLFFKGAVTPVLLLCLCKPLG Majority 

530 540 550 560 

385 UJ^TtjM^_TRjQ T L D L L GL i[nJq f|_SJT|F F K GaI ijT P V L L L c[lJc[RjP LGj HEIBRLP2p 
518 m Ia T G V S Q Q tTmID L ii N i ll S O F L L F F kI S c RT T P V L lF f Ic LCKpI fS HGETO7p 

QAFLDCCCCCCCEECGGASSAVAADGSDNELTTEVSLSIF Majority 
i i 1 r~ 

570 580 590 600 



425 |0 A FLDC C C C C CCE E C GGA S|e[a| S|A_a|nIgS D n[k|l|k|t E V_s] s|s i] Y HETBRLP2p 
558 r[a e1 M e Ic C C C C cNe E Ci I Q K ls sI tIvIt sIdId N IP N El Y fT T El L e[l sFpTfI B3ER37p 
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s[m I " 
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Decoration 'Decoration #1' : Box residues that match the Consensus exactly. 
Decoration 'Decoration #2' : Box residues that match the Consensus exactly. 



